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Lillle's Gram Stain for Organisms in Tissues
(1)  Tissues are embedded in paraffin in the usual way, sections
are cut and brought to water by treatment with xylol and alcohol.
(2)  Treat the section with ammonium  oxalate crystal-violet
solution for 30 seconds.
Crystal-violet         .         .         .         ,               2 g.
95 per cent, alcohol . . . . 20 ml.
1 per cent, aqueous ammonium oxalate . 80 ml.
Dissolve and filter.
(3)  Wash in water.
(4)  Treat with LugoFs iodine for 30 seconds.
(5)  Wash in water.
(6)  Decolorize with acetone (10-15 seconds).
(7)  Wash in water.
(8)  Counter-stain with 0*5 per cent, aqueous safranin for 30
seconds.
(9)  Wash in water.
(10)  Dehydrate and differentiate with acetone  (or alcohol) ;
this removes the excess of safranin and leaves the cell-nuclei deep
red and the cytoplasm pinkish, while the organisms are either
Gram-positive or -negative; clear with xylol and mount in Canada
balsam.
Ziehl-Neelsen Method for Tubercle Bacilli
(1)  Cover the  slide   with   carbol-fuchsin,   heat   until  steam
rises;   the   preparation   is  stained  for   5  minutes, heat   being
applied at intervals.   The stain must not be allowed to dry on
the slide.
(2)  Wash well in water.
(3)  Decolorize with 20 per cent, sulphuric acid ; the red colour
changes to yellowish-brown, but returns on washing in water ;
decolorization is continued until after washing the smear is a
faint pink.
(4=) Wash well in water.
(5)  Treat with alcohol for 2 minutes.
(6)  Wash in water.
(7)  Counter-stain with methylene-blue for 30 seconds.
Tubercle bacilli are stained red, while most other bacteria and
the tissue-cells take the counter-stain.
Steps (&) and (6) are frequently omitted in the examination of
sputum. Treatment with alcohol tends to decolorize some of the
non-pathogenic members of the acid-fast group and is particularly